Mycelial and yeast-phase culture filtrates prepared from three strains of Paracoccidioides brasiliensis exhibited equal reactivity in sensitized guinea pigs. Ethyl alcohol-precipitated fractions obtained from the culture filtrates also showed no difference in reactivity between mycelial and yeast phase when tested in sensitized guinea pigs. Chemical analyses of the ethyl alcohol-precipitated fractions revealed the presence of seven aliphatic amino acids in both the mycelial-and yeast-phase products. Glucose, galactose, arabinose, and glucosamine were also detected, but the relative proportions of these sugars were different for the mycelial phase as compared with the yeast phase. Both the mycelial-and yeast-phase ethyl alcohol precipitated fractions contained 2 to 4c% nitrogen, but no protein or nucleic acid could be detected. Removal of nitrogen from the ethyl alcohol-precipitated fractions by chloroform extraction resulted in an almost complete loss of skin reactivity, whereas the material recovered from the chloroform, which contained most of the nitrogen, still exhibited almost as much reactivity as was present prior to extraction. A considerable portion of the reducing substances was removed along with the nitrogen by the chloroform extraction, suggesting a strong chemical link between the carbohydrate and the peptide portions of the active moiety. Since no protein was present in the fractions, it was presumed that the active moiety is a glycopeptide.
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The first recorded attempt to demonstrate cutaneous hypersensitivity in patients with South American blastomycosis was that of Fonseca and Area-Leao (13), who injected a mycelial filtrate intradermally into two patients, both of whom reacted to the inoculum. Since then, numerous investigators have employed either mycelial-phase (2, 4, 5, 8) or yeast-phase culture filtrates (1, 16, (19) (20) (21) (22) of Paracoccidioides brasiliensis to study skin reactivity in infected patients and in the normal population. In most of these investigations, the majority of patients with active disease gave positive reactions to either type of filtrate, but some patients failed to react, and occasional positive reactions were observed in patients with histoplasmosis and sporotrichosis. In a few instances, possibly because of the use of a protein-containing culture medium, patients exhibited positive reactions to the uninoculated broth. In some studies, the filtrates were used directly in patients, without any attempt to test (6, 9, 10, 23, 24, 27) .
In all cases, the fractions employed were strongly reactive in skin tests. Chemical analyses of these polysaccharide fractions were mainly limited to nitrogen determinations and identification of constituent sugars, and in all cases nitrogen was found to be present in the fractions. Attempts to further purify the fractions by removal of the nitrogen resulted in a marked reduction in activity. In pilot experiments in our laboratories, protein fractions prepared from sonically disrupted yeast-and mycelial-phase cells were completely nonreactive in infected animals. The Analytical methods. Total nitrogen was determiiined by the Kjeldahl-Nessler method as described by Seibert and Affronti (29) , and total phosphorus, by the method of Fiske and Subbarow (12) . The ultravioletabsorption curve at 260 and 280 r,u was determined with a Beckman automatic spectrophotometer. Re-SKIN-REACTIVE PRINCIPLE FROM P. BRASILIENSIS ducing sugars were estimated by the anthrone method as modified by Seibert and Affronti (30) witlh glucose or galactose as a standard. Pentoses were determined by the Bial reaction as described by Kabat and Mayet (17) , and hexosamines, by the Dische and Borenfreund method (7) . N-acetyl-amino sugars were estimated by the method of Reissig, Strominger, and Leloir (26) . Constituent monosaccharides were identified by one-dimensional paper chromatography. Samples ranging from 1 to 50 mg were hydrolyzed with 2 N HCI for 90 min at 58 C, evaporated to dryness, redissolved in distilled water, and brought to dryness three times over NaOH. The hydrolysates were redissolved in minimal amounts of water and filtered through Millipore pads to remove charred material. Both ascending and descending chromatograms were run on Whatman no. 4 paper at room temperature. Three different solvent systems were used: isopropanol-water (160:40); phenol-waterammonia (160:40:1); and ethyl acetate-pyridinewater (120:50:40). Quantitative determinations of monosaccharides were carried out after localization of the sugar spots by eluting parallel sugar areas according to the techniques of Putnam (25) and Zamora, Bojalil, and Bastarrachea (33) .
For the determination of amino acids, 5-mg samples of the EPF were hydrolyzed in 6 N HCI for 18 hr at 110 C and evaporated to dryness. Residual HCI was removed as described above, and amino acids were identified by one-and two-dimensional chromatograms by use of 10 
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The uninfected animals in the control groups did not react to any of the test materials, and none of the infected guinea pigs was sensitive to the uninoculated control broth.
Results of skin tests done on animals infected with P. brasiliensis with culture filtrates and witl EPF showed that there was no significant difference in reactivity between the mycelial and yeast phases for either the culture filtrates or the EPF. The highest dilution of either culture filtrate capable of evoking a positive reaction was 1:4, and the least amount of either the mycelial-or yeast-phase EPF required to evoke a positive reaction was 100 ,ug. Solutions of EPF with greatly reduced nitrogen content after treatment with chloroform-amyl alcohol lost practically all of their reactivity, whereas that portion that could be recovered from the chloroform-amyl alcohol mixture retained almost as much reactivity as was originally exhibited by the EPF prior to extraction. (Table 4 reacted with the undiluted mycelial-and yeastphase culture filtrates and mycelial phalse EPF of P. b-asiliensis, whereas, in the group of animals infected with S. schenckii, cross-reaction was limited to the undiluted mycelial filtrate of P. brasiliensis. Animals infected with P. br-asiliensis did not cross-react with either histoplasmin or sporotrichin in the concentrations tested (Table   5 ).
Tests on-I hullmacin volinteers. Of the 65 human volunteers tested witlh the mycelial-and yeastphase filtrates of P. brasiliensis and with histoplasmin, 18 gave reactions of 5 mm or more to histoplasmin and 12 of these reacted to the P. br-asiliensis filtrates. When the positive histoplasmin reactors were further tested with P. brasiliensis, mycelial-and yeast-phase EPF, eight reacted positively to both fractions (Table 6 ). (6, 11, 28) . Although both the EPF and the culture filtrates have comparLable results, the EPF should be the maLterial of chloice for skin testing, since the use of quantitated amounts of a more chemically defined product, in addition to renderinig the results more reproducible, would permit a more valid comparison between studies carried out by ditferent investigators.
The lack of reactivity to P. briasiliensis test materi1als observed in histoplasmin-negative individuals, and the fact that histoplasmin-positive persons exhibiting reactions of 10 mm or larger did react to these materials in an area where South American blastomycosis is absent, indicate crossreaictivity between the two fungi, a finding which was ainticipated as La result of the tests carried out in guinea pigs witlh heterologous antigens (Table  5 ). There appears to be a considerable ditlerence in the degree of hypersensitivity observed in guinea pigs as compared with humtans. In guinea pigs, positive reactions were obtained with culture filtrates in dilutions not higher than 1:4 and witl the EPF with a skin-test dose not less than 100 ,g, whereas, in the histoplasmin-positive humalns tested, reactions to the P. brasiliensis culture filtrate were observed with dilutions as hibh u; 1 :100 and with the EPF in doses as low as 10 
